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Data availability: Source data are provided with this paper (https://doi.org/10.6084/m9.figshare.21200539.v1). A dataset composed of 36 SIVsab env sequences (21
obtained in this study, plus 15 retrieved from the Los Alamos National Laboratory website) was used for phylogenetic analysis. The 21 env sequences obtained in
this study are accessible on Genbank (accession numbers: OP491432-OP491452).

N/A

N/A

N/A

N/A

Twelve male African Green Monkeys (AGMs) were included in this study. All AGMs were housed at the University of Pittsburgh (PA, USA),
according to the Association and Accreditation of Laboratory Animal Care (AAALAC) guidelines. Animal experiments were approved by the
University of Pittsburgh Institutional Animal Care and Use Committee (IACUC) (protocol #19074902).

No formal sample size calculation was performed. A sample size of N=12 (N=6 animals per study group and N=6 animals per control group)
was selected based on our experience to date. In our previous studies (He et al., JCI, 2018; Schechter et al., Sci Transl. Med, 2017; Pandrea, JVI
2008; Pandrea, JVI 2006), we were able to detect significant differences in the main parameters investigated here with similar or even lower
experimental group sizes.

No data was excluded during this study but data are missing for some timepoints, either due to a lack of tissues (for IHC and PCR assays) or
due to an insufficient number of cells (for flow cytometry experiments).

Due to high costs and the fact that all assays were done on all 12 animals, we have not performed replication analysis. However, we have used
reagents that have been widely used in the field. Moreover, we had values at baseline (for CD4 T cells, viral loads and levels of inflammation)
that were in the range of what was previously reported for SIVsab-infected AGMs in the literature.

Longitudinal samples were used for this study. We compared study animals with themselves and with control animals, over the entire
followup. When evaluating inflammation, gut integrity, immune activation, at least 2 different techniques were used. For biomarkers, when
possible, samples from the same animal were tested in the same round to limit inter-batch variation. For PCR assays (viral load, cell-associated
viral RNA and DNA), samples were tested in duplicate.

Those animals were not randomly allocated, but before initiating CD4-depleting antibody, plasma viral loads were quantified to verify that all
animals were within the same range.

No, investigators were not blinded during data acquisition or analysis. As all lab members are involved in cell separation and preparation of
the dilutions of the CD4-depleting antibody, it was not feasible to keep everyone blinded as the lymphocytes numbers were drastically
different between the 2 groups. The person running the PCR assays was not involved in cell separation, and was thus kept blinded.
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Antibodies used

Validation
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Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research, and Sex and Gender in
Research
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Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

The following antibodies were used to determine the absolute cell counts in peripheral blood, with Trucount tubes: CD45 (PerCP-
Cy5-5, 3!L, clone D058-1283), CD3 (V450, 2!L,SP34-2), CD14 (PE-Cy7, 4!L, M5E2), CD16 (APC-Cy7, 2!L, 3G8) and CD163 (APC,
5!L,GHI/61).

For other flow cytometry experiments, the following antibodies were used: Annexin V (5!L,FITC), CCR5 (10!L, PE), CD3 (V450, 2!L,
clone SP34-2), CD4 (APC, 2.5!L, L200), CD8 (PE-CF594, 3!L, RPA-T8), CD14 (PE-Cy7, 4!L, M5E2), CD16 (APC-Cy7, 4!L, 3G8), CD163
(APC, 5!L, GHI/61), CD20 (APC-H7, 4!L, 2H7), CD28 (PE-Cy7, 3!L, CD28.2), CD38 (FITC, 15!L, AT-1) (Stemcell), CD69 (APC-H7, 5!L,
FN50), CD95 (FITC, 15!L, DX2), HLA-DR (PE-Cy7, 3!L, L243), Ki-67 (FITC or PE, 20!L, B56), Live/Dead Aqua (200!L of a 1:500 dilution,
Thermofisher).

For intracellular cytokine staining, the following antibodies were used: CD107a (BV711, 5!L, clone H4A3), Live/Dead Aqua (1!L), CD3
(ALX700, 3!L, SP34-2), CD4 (BV605, 5!L, L200), CD8 (PerCP-Cy5.5, 5!L, RPA-T8), CD28 (ECD, 5!L, CD28.2), CD95 (Cy5PE, 1!L, DX2),
FoxP3 (Alx488, 5!L, 206D), GranzymeB (PE, 0.25!L, GB11), IFN (Cy7PE, 0.5!L, 4S.B3), IL-2 (BV785, 5!L, MQ1-17H12), IL-17 (e450,
5!L, eBio64DEC17), and CD40L (APC-e780, 5!L, 24-31).

For immunohistochemistry experiments, the following primary antibodies were used (200!L of a 1:100 dilution for all): Ki-67 (mouse
monoclonal antibody, clone MIB-1, Dako), claudin-3 (rabbit polyclonal antibody, RB-9251-P1, Thermo Fisher), LPS (mouse monoclonal
antibody, clone WN1 222-5, Hycult Biotech, USA).

All antibodies used were either validated to be human reactive with cross-reactivity for African Green Monkeys (NHP Reagent
Resource, https://www.nhpreagents.org/ReactivityDatabase) or they were validated in previous studies :

Raehtz KD et al. African green monkeys avoid SIV disease progression by preventing intestinal dysfunction and maintaining mucosal
barrier integrity. PLoS Pathog. 2020 Mar 2;16(3):e1008333.

He T et al. High-fat diet exacerbates SIV pathogenesis and accelerates disease progression. J Clin Invest. 2019 Dec 2;129
(12):5474-5488.

Twelve African green monkeys were included in this study. Those AGMs were all adult males. The animals’ age was determined by
the veterinarians based on phenotypic criteria.

N/A

Sex was not considered in our study design, as sex is not known to have a major impact on CD4+ T-cell levels (Pandrea I et al., Impact
of viral factors on very early in vivo replication profiles in simian immunodeficiency virus SIVagm-infected African green monkeys. J
Virol. 2005 May;79(10):6249-59) and plasma viral loads (Ma D et al., Factors associated with siman immunodeficiency virus
transmission in a natural African nonhuman primate host in the wild. J Virol. 2014 May;88(10):5687-705.) in SIVsab-infected AGMs.

NA

University of Pittsburgh Institutional Animal Care and Use Committee (IACUC) (protocol #19074902)




